embryo carrying the same transgene (Gu et al., 2002) . Therefore, it can be reasonably estimated that in our experiments, the tamoxifen effect lasted for several days after administration; this does not alter the conclusions because we analyzed the seminiferous tubules in mice after a sufficiently long period (3 months).
Nakagawa et al., Supplemental Data 2

Supplemental Discussion 2 Estimation of the Actual Stem Cell Number
The average length of LacZ-positive patches was 1.38 ± 0.08 mm (n = 91), corresponding to ~1/1200 of the total seminiferous tubule length (~1700 mm, see also supplemental table S1). On the other hand, the average occupancy of the lacZ-positive cells were estimated to be ~60%, based on the percentage of the LacZ positive area within the seminiferous cross sections that contain LacZ-positive cells. Therefore, the average contribution of individual LacZ-positive patches to the entire testis is calculated as 1.38 mm / 1700 mm x 0.6 = ~1/2,000. This suggests the total number of the actual stem cells to be ~2,000.
Supplemental Discussion 3
Number of Progenies Included in Each Territory
To estimate the number of progeny that compose a single actual stem cell territory, numbers of the spermatogenic cells (including spermatogonia spermatocytes and spermatids) appeared on round slices of seminiferous tubules were counted on HE-stained specimens with 5 um of thickness. Given that the average number (271 ± 25 germ cells per round slice, n=9) corresponds to that contained in a 5 um-thick cylinder of the seminiferous tubule, the average number of germ cells in each territory can be estimated as 271 x 1380 um / 5 um x 0.6 = ~45,000.
Supplemental Experimental Procedure 1
Immunostaining of Sectioned Seminiferous Tubules after X-Gal-Staining
The seminiferous tubules were untangled and stained for LacZ activity using X-gal as described Nakagawa et al., Supplemental Data 3 (Yoshida et al., 2004) . Then, specimens were re-fixed with 10% formalin/PBS at room temperature for 4 hours, and embedded in Tissue-Tek OCT compound (Sakura) after equilibrated in a sucrose series (up to 20% in PBS at 4˚C). Cryosections of 30-um thickness selected every 300 um were incubated with rat monoclonal anti-GFP antibody cocktail (a gift from A. Imura) at 4˚C overnight, after preincubated in a 1% blocking reagent (Roche)/PBS at RT for 1 hour. After washing, the bound antibody was colorized with biotinylated anti-rat IgG and a Vectastain Elite ABC Kit (Vecter Laboratory) using 3-3'-diaminobenzidine-tetrahydrochloride (Sigma). The number of seminiferous tubule sections containing GFP-positive cells and GFP-and LacZ-double positive cells were counted.
Supplemental Experimental Procedure 2
Whole-Mount Immunofluorescent Staining
The untangled seminiferous tubules were treated with 1 mg/ml of collagenase (Nitta Gelatin)/PBS for 5 minutes and fixed with 4% paraformaldehyde/PBS at room temperature for 1 hour. Then, samples were made attached on MAS-coated slide glass (Matsunami) by half-drying, which prevents them from detaching during the procedure. Attached samples were dehydrated through methanol series on ice (25, 50, 75 and 100% in PBS-T containing 0.1% Tween 20 (PBS-T)), followed by rehydration into PBS-T and staining with Hoechst 33258 (Molecular Table S1 .
Data from the "pulse-chase" experiments done on the Ngn3/CreER TM ;CAG-CAT-Z;
UBI-GFP mice were summarized (see Fig. 3 ). The indicated side of the testis was analyzed in individual pulse-labeled mice.
S1-1)
Measurements on the whole mount X-gal-stained seminiferous tubules. Footnote for Table S2 .
Data from the "pulse-transplantation" experiments done using the other side of the testis from the same pulse-labeled Ngn3/CreER TM ;CAG-CAT-Z;UBI-GFP individuals as in Table S1 were summarized (see Fig. 3 ). 
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